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PARylation [poly(ADP-ribosyl)ation] is involved in the
maintenance of genomic methylation patterns through its control
of Dnmt1 [DNA (cytosine-5)-methyltransferase 1] activity. Our
previous ﬁndings indicated that Ctcf (CCCTC-binding factor)
may be an important player in key events whereby PARylation
controls the unmethylated status of some CpG-rich regions. Ctcf
is able to activate Parp1 [poly(ADP-ribose) polymerase 1], which
ADP-ribosylates itself and, in turn, inhibits DNA methylation via
non-covalent interaction between its ADP-ribose polymers and
Dnmt1. By such a mechanism, Ctcf may preserve the epigenetic
patternatpromotersofimportanthousekeepinggenes.Theresults
of the present study showed Dnmt1 as a new protein partner
of Ctcf. Moreover, we show that Ctcf forms a complex with
Dnmt1 and PARylated Parp1 at speciﬁc Ctcf target sequences
and that PARylation is responsible for the maintenance of the
unmethylated status of some Ctcf-bound CpGs. We suggest a
mechanism by which Parp1, tethered and activated at speciﬁc
DNA target sites by Ctcf, preserves their methylation-free status.
Key words: CCCTC-binding factor (Ctcf), DNA methy-
lation,DNAmethyltranferase1(Dnmt1),epigenetics,poly(ADP-
ribosyl)ation (PARylation), poly(ADP-ribose) polymerase 1
(Parp1).
INTRODUCTION
PARylation [poly(ADP-ribosyl)ation] is a post-synthetic
modiﬁcation catalysed by a family of enzymes known as PARP
[poly(ADP-ribose) polymerases] [1] and made reversible by the
activity of PARG [poly(ADP-ribose) glycohydrolase] [2]. This
post-synthetic modiﬁcation introduces PARs [poly(ADP-ribose)
polymers] on to chromatin proteins and is peculiar since target
proteins can be modulated by two distinct mechanisms: covalent
and non-covalent PARylation [3–5]. It has been shown that ﬁne
coordination of PARP/PARG activities represents an important
stepinthemodulationofgeneexpression[6–10].Insuchacontext
we have envisaged a mechanism whereby PARylation regulates
gene expression through its control of DNA methylation patterns
[11,12].
It has been suggested previously that misregulation of
PARylation may allow the introduction of anomalous methyl
groups on to some CGIs (CpG islands) [11–13]. In fact, it has
been found that Parp1 activity controls the unmethylated status
and expression of Dnmt1 [DNA (cytosine-5)-methyltransferase
1] [14], p16 [15] and thrombomodulin (THBD) genes [16],
whose altered expression is often characteristic of tumorigenic
patterns. We have proposed previously that PARs present on
PARylated Parp1, or on other transcription factors, are able to
bind to Dnmt1 non-covalently thus preventing enzyme access
to DNA and consequently DNA methylation [17]. Moreover,
we have demonstrated previously that cross-talk between Parp1
and Dnmt1 can be mediated by Ctcf (CCCTC-binding factor).
Ctcf promotes Parp1 automodiﬁcation, accumulation of PARs
and ultimately the inhibition of Dnmt1 activity [18].
Ctcf binds CpG-rich sequences both in vitro and in vivo in a
methyl-sensitive fashion [19], and a role of Ctcf in protecting
unmethylated DNA regions located on both CGI and imprinting
control regions has been demonstrated [20–28]. The PARylated
form of Ctcf has been found involved with insulator function at
several Ctcf target sites [29]. Whether and how PARylation is
important for the maintaining of the unmethylated status of Ctcf
target sequences has not been sufﬁciently studied.
In the present study we focused on a well-characterized
unmethylated target site of Ctcf, showed that Ctcf associates
with PARylated Parp1 and Dnmt1 on this region, and that PARP
activity is required to preserve the DNA methylation proﬁle. In
fact,depletionofPARs,obtainedbyPARGoverexpression,causes
loss of binding of both Ctcf and Parp1 from DNA associated with
de novo methylation of Ctcf-bound CpGs. These observations
allow for the possibility that Ctcf plays a role in the PARP-
mediated protection of the unmethylated state of speciﬁc DNA
sequences.
MATERIALS AND METHODS
Cell culture
L929 mouse ﬁbroblasts and A1 mouse embryonic ﬁbroblasts
(from Parp1
−/− mice) were maintained as sub-conﬂuent
culture in high-glucose Dulbecco’s modiﬁed Eagle’s medium,
supplemented with 10% fetal bovine serum, 2 mM L-glutamine,
50 units/ml penicillin and 50 mg/ml streptomycin. All culture
solutions were from International PBI.
Abbreviations used: Ab, antibody; CGI, CpG island; ChIP, chromatin immunoprecipitation; Ctcf, CCCTC-binding factor; DMR1, differentially methylated
region 1; Dnmt1, DNA (cytosine-5)-methyltransferase 1; dsDNA, double-stranded DNA; DTT, dithiothreitol; H1, histone 1; H2B, histone 2B; IP,
immunoprecipitation; PARG, poly(ADP-ribose) glycohydrolase; Parp1, poly(ADP-ribose) polymerase 1; PARs, poly(ADP-ribose) polymers; PARylation,
poly(ADP-ribosyl)ation; RE-ChIP, sequential ChIP; TBST, Tris-buffered saline plus 0.05% Tween 20.
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Co-IP (immunoprecipitation)
Nuclei were collected from trypsinized and PBS-washed cells by
centrifugation (at 16000 g for 10 s at 4◦C) following incubation
(30 min) in isolation buffer [10 mM Hepes (pH 7.9), 10 mM KCl,
1.5 mM MgCl2, 50 mM NaF and 0.5 mM DTT (dithiothreitol)].
Nuclear fraction was lysed in RIPA buffer [50 mM Tris/HCl
(pH 8), 150 mM NaCl, 0.5% sodium deoxycholate, 0.1% SDS,
1%NonidetP40and1mMEDTA),andproteinconcentrationwas
determined using the Bradford Protein Assay Reagent (Bio-Rad
Laboratories) with BSA (Promega) as the standard. Both buffers
were supplemented with protease inhibitors (Complete EDTA-
free, Roche Applied Science). Lysates (1.5 mg) were pre-cleared
with protein A (for IP anti-Ctcf and anti-Parp1) or G (for IP
anti-Dnmt1 and anti-PAR) agarose beads (Upstate Laboratories)
on a rotative shaker at 4◦C for 2.5 h. Pre-cleared lysates were
incubated with speciﬁc antibodies [rabbit polyclonal anti-Ctcf
Ab (antibody) (Upstate Laboratories), mouse monoclonal anti-
Dnmt1 Ab (Imgenex), rabbit polyclonal anti-Parp1 Ab (Alexis)
and mouse monoclonal anti-PAR Ab (Trevigen)] and with normal
rabbit or mouse IgG (Santa Cruz Biotechnology) on a rotative
shaker at 4◦C. The agarose beads, previously saturated with BSA
(1 μg/μl) overnight, were added to the lysate/Ab solutions and
incubated for 2 h on a rotative shaker at 4◦C. Subsequently,
beads were washed in IP buffer and boiled in SDS/PAGE sample
buffer. The eluted proteins were analyzed by SDS/PAGE (8%
gel) and Western blotting. The Abs used were: goat polyclonal
anti-Ctcf (Santa Cruz Biotechnology), mouse monoclonal anti-
Dnmt1 (Imgenex) and mouse monoclonal anti-Parp1 (C2-10,
Alexis Biochemicals).
In vitro protein-binding assay: pull down
ProBond
TM resin (50 μl; Invitrogen) precharged with Ni
2+
was added to 1.2 ml of native puriﬁcation buffer (Invitrogen) in
the presence or absence of 0.8 pmol of bvCTCF (baculovirus
recombinant Ctcf) recombinant His-tagged protein [18]. The mix
wasincubatedovernightonarotativeshakerat4◦C.Thentheresin
wascollectedandincubatedwith0.4 pmolofhumanrecombinant
PARP1 (Alexis) and/or 0.2 pmol of human recombinant DNMT1
(New England Biolabs) in 300 μl of native puriﬁcation buffer
for 3 h on a rotative shaker at 4◦C. After washing the resin
with native puriﬁcation buffer, proteins were eluted from the
beads by boiling in SDS/PAGE sample buffer. Protein–protein
interactions were analysed by SDS/PAGE (6% gel) and Western
blot analysis. The Abs employed were: rabbit polyclonal anti-
Ctcf(UpstateLaboratories),goatpolyclonalanti-Ctcf(SantaCruz
Biotechnology), mouse monoclonal anti-Dnmt1 (Imgenex) and
mouse monoclonal anti-Parp1 (C2-10, Alexis Biochemicals).
Polymer binding assay: polymer blot
Recombinant proteins (10–0.5 pmol) were dotted on to
nitrocellulose membranes (Hybond ECL Amersham Pharmacia
Biotech). The blots were treated as described previously [17].
Brieﬂy, the blots were incubated in 5 ml of TBST {TBS [Tris-
buffered saline; 10 mM Tris and 0.15 M NaCl (pH 7.4)] plus
0.05% Tween 20} containing either PARylated Parp1 or ADP-
ribose polymers with/without dsDNA (double-stranded DNA)
of salmon sperm as competitor, at a PAR:dsDNA ratio of 1:25
(w/w). After incubation for 1 h at room temperature (21◦C), the
membranes were extensively washed with TBST and subjected
to immunostaining using mouse monoclonal anti-PAR Ab (10
HA, Trevigen) and goat anti-mouse horseradish peroxidase-
conjugated Abs (Santa Cruz Biotechnology). PARylated Parp1
and free PARs were obtained as described previously [17,18].
Recombinant H2B (histone 2B) and H1 (histone 1) (Sigma–
Aldrich) were used as positive controls for PARs binding, with
DNase I (Roche Applied Science) as the negative control.
ChIP (chromatin immunoprecipitation) and RE-ChIP
(sequential ChIP)
ChIP was performed as described previously [14] with the
following modiﬁcations. Starting sample consisted of 2×10
6
cross-linked cells. To obtain fragmented cross-linked chromatin
with an average fragment length of 750 bp, a sonication step was
performed consisting of about 30 pulses of 10 s each (with 10 s
rest between each) at 50% power in an ice bath (Labsonic M
soniﬁer, Braun Biotech international). Each washing step of ChIP
complexes was performed twice.
In RE-ChIP assays the primary ChIP (for Ctcf) was performed
accordingly to the standard protocol starting from 2×10
6 cells
for each IP. The ChIP complexes elution step was performed
in 100 μlo fT Eb u f f e r[ 1 0 m MT r i s / H C la n d1 m ME D T A
(pH 8)] containing 20 mM DTT by incubating the samples at
37◦C for 30 min. DTT was then removed using Microcon YM-
10 ﬁlters (Millipore) and the ChIP complexes were eluted in
100 μlof1%SDS,10 mMEDTAand50 mMTris/HCl(pH 8.0),
supplemented with protease inhibitors (complete EDTA-free,
Roche Applied Science). Samples were then diluted by adding
900 μl of IP dilution buffer [0.01% SDS, 1.1% Triton X-
100, 1.2 mM EDTA, 16.7 mM Tris/HCl (pH 8.0), 167 mM NaCl,
5 mg/ml BSA and protease inhibitors). An aliquot (10%)
of the sample was taken as the input. Secondary IPs (for
Parp1, Dnmt1 and PAR) were then performed according to
the standard ChIP protocol by adding the second Abs. Control
secondary IPs with puriﬁed normal rabbit total IgGs (Santa
Cruz Biotechnology) were also performed. Immunoprecipitated
DNA was resuspended in 50 μl of water and real-time PCR
ampliﬁcations were performed from 12 μl of the puriﬁed DNA.
Linearity of PCR ampliﬁcations was checked by making standard
curves generated using 1:1 serial dilutions (from 100 to 12.5%)
of the input. To exclude the presence of primer dimers or
PCR products from misannealed primers in the ampliﬁcations, a
melting curve was performed after each PCR run. PCR reactions
in the absence of template DNA were performed as a negative
control.TheAbsusedforIPswere:mousemonoclonalanti-PARs
(10 HA, Trevigen), rabbit polyclonal anti-Parp1 (Alexis), rabbit
polyclonal anti-Ctcf (Upstate Laboratories), rabbit polyclonal
anti-Dnmt1(NewEnglandBiolabs)andnormalrabbitIgGs(Santa
Cruz Biotechnology). Primers used for the ampliﬁcation are
listed in the Supplementary Materials and methods section (at
http://www.BiochemJ.org/bj/441/bj4410645add.htm).
PARG overexpression
Transfectionexperimentswereperformedasdescribedpreviously
[14]. For the ChIP assays 0.7×10
6 cells were seeded in
100×15 mmculturedishesandtransfectedwithLipofectamine
TM
Plus Reagent (Invitrogen) using the manufacturer’s protocol. The
assays were performed with 11 μg/dish of puriﬁed plasmid DNA
of either empty myc-vector (pCS2) as the control or a myc–
PARG construct (pCS2–Myc–PARG) together with 1.1 μg/dish
ofpBabe-purovector(Addgene)forpuromycinselectionoftrans-
fected cells. After 24 h the cells were incubated for a further 24 or
72 h in culture medium supplemented with puromycin (2 μg/ml;
Calbiochem). Western blot assays of nuclear cell lysates were run
to prove transfection of myc-PARG. The Abs used were: mouse
monoclonal anti-Myc (9E10 clone, hybridoma-conditioned
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medium), mouse monoclonal anti-PAR (10 HA, Trevigen) and
rabbit polyclonal anti-Sp1 (H-225, Santa Cruz Biotechnology).
Genomic bisulﬁte sequencing
Genomic bisulﬁte sequencing analysis was performed as
described previously [14]. DMR1 amplicon was obtained by
nested PCR with the second PCR performed on 5 μl of the initial
ampliﬁcation using the condition described by Lopes et al. [30].
The ampliﬁed DNAs were cloned into the TOPO TA-Cloning
Vector (pCR 2.1-TOPO kit, Invitrogen). Forty independent
bacterial clones for each sample were cultured in selective
LB (Luria–Bertani) medium and the corresponding recombinant
plasmids were extracted (PureLink Quick Plasmid Miniprep
Kit, Invitrogen) and sequenced. Sequencing was performed by
the Value Read sequencing service (Euroﬁns MWG Operon).
The primers and annealing temperatures are indicated in the
Supplementary Materials and methods section.
ChIP-CHOP assay
For ChIP-CHOP analysis of the DMR1 b and c fragments,
the Ctcf-, Parp1- and Dnmt-pulled down DNA (20 μl), and
input DNA (20 μl after 1:100 and 1:200 dilutions) from ChIP
assays were digested for 1 h at 37◦C with 10 units of either the
methylation-sensitiveHpaIIrestrictionenzymeoritsmethylation-
insensitive isoschizomer MspI (New England Biolabs). Digestion
was followed by heat inactivation. As a control, the IgG
ChIP fractions were also restricted. As an uncut control, ChIP
DNAfractionswerepreparedforHpaIIdigestionandimmediately
heat inactivated to prevent restriction. Samples (2.5 μl) were than
subjected to PCR analysis with the same primers used in ChIP
assays. Ampliﬁcation was performed using the Platinum PCR
SuperMix (Invitrogen) with 0.5 μM of the primers. PCR was run
for 40 (for input samples) or 45 (for ChIP DNA fractions) cycles
adopting the thermal conditions used for ChIP assays.
RESULTS
Dnmt1 is a new partner of Ctcf and is present in the Ctcf-PARylated
Parp1–Dnmt1 complex
The association between Parp1 and Ctcf, as well as the
interaction between Parp1 and Dnmt1, were reported previously
[17,18,31,32]. In the present paper we show by co-IP assay
that Ctcf, Dnmt1 and Parp1 form a complex in L929 mouse
ﬁbroblasts nuclei (Figure 1a). Parp1 has been shown to interact
both with Ctcf and Dnmt1. To test the possibility that interactions
in the complex are mediated by Parp1, Ctcf–Dnmt1 co-IP assays
were performed on Parp1 knockout mouse ﬁbroblasts (Parp1
−/−
A1 cells). The results, shown in Figure 1(b), indicate that Ctcf
and Dnmt1 associate with each other even in the absence of
Parp1, thus excluding Parp1 as a mediator of interaction. Such
a conclusion was further corroborated by in vitro binding assays
between recombinant proteins. In fact, such experiments showed
that Ctcf directly binds both Parp1 and Dnmt1 and that the
ability of Ctcf to interact with Dnmt1 is not inﬂuenced by the
presence of Parp1 and vice versa that Parp1–Dnmt1 interaction
occursindependentlyofCtcf(Figure1c).ThusDnmt1addstothe
list of Ctcf protein partners [32,33], a ﬁnding that has not been
reported so far. Comparing the amount of each protein present in
the nuclear extract with the amount found in the co-IP, it appears
that most of cellular Dnmt1 is associated with Ctcf whereas only
a fraction of total Parp1 is engaged in such a complex (Figures 1a
and 1b).
Figure 1 Analysis of Ctcf interaction with Parp1 and Dnmt1
(a)Reciprocalco-IPofCtcf,Parp1andDnmt1innuclearlysates.Non-speciﬁcrabbitIgGswere
used as negative control. (b) Immunoprecipitation of Ctcf in nuclear lysates from L929 (Parp1
proﬁcient)andA1(Parp1−/−)cells.(c)Pull-downassaywithrecombinantbrCtcf(His-tagged),
Parp1 and Dnmt1 proteins.
PAR interaction with Ctcf
The capability of the three proteins to be covalently and/or non-
covalently modiﬁed by PARylation was addressed by IP assays
performed using speciﬁc Abs against PARs (Figure 2a). The
results indicate that both Ctcf and Dnmt1 interact with polymers
or,atleast,thattheyarecomplexedwithotherPARylatedproteins.
Notably, the upward smear characterizing Parp1 immunostaining
(Figure 2a, middle panel) indicates that the auto-modiﬁed Parp1
(PARylated Parp1) can be immunoprecipitated by anti-PAR Abs.
Ctcf was reported to be covalently PARylated in vivo
[29,31,34]. In the present paper we show that the 130 kDa
Ctcf co-puriﬁes with PARs (Figure 2a). Although this isoform
could be covalently modiﬁed by oligo(ADP-ribose) polymers
[31], the presence of a putative consensus sequence for non-
covalent PAR binding on the Ctcf protein [11] suggested that
non-covalent interactions might occur as well. In fact, we
found by in vitro polymer-binding assays that Ctcf does indeed
interact both with PARylated Parp1 and free PARs (Figure 2b
and Supplementary Figure S1 at http://www.BiochemJ.org/bj/
441/bj4410645add.htm).ItisnoteworthythattheafﬁnityofPARs
for Ctcf is strikingly higher than that of H2B taken as positive
control [35] and that the interaction persists even in the presence
of competitor DNA [PARs:DNA ratio of 1:25 (w/w)]; the latter
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Figure 2 Analysis of Ctcf interaction with PARs
(a) Immunoprecipitation of PARs in nuclear lysates. Molecular mass is given in kDa on the left-hand side. (b) In vitro PAR binding assay with recombinant brCtcf. Blots were incubated with either in
vitro PARylated Parp1 (pParp1) or free PARs with or without competitor dsDNA. Non-covalent association between PARs and proteins was detected by anti-PAR Abs. Recombinant H2B and H1 were
used as positive control for PAR binding, whereas DNAse1 served as the negative control.
was used to rule out non-speciﬁc interactions due to the highly
negatively charged nature of PARs.
Co-localization of PARs, Parp1 and Dnmt1 with Ctcf on to Ctcf DNA
target sequences
We then asked whether the complex associates with well-known
DNA target sequences for Ctcf. By ChIP analysis we checked
the differentially methylated region located upstream of the Igf2
promoter 1 (DMR1) (Figure 3a) for occupancy by Ctcf, Parp1,
Dnmt1 and PARs.
Figure 3(B) clearly shows that Ctcf-speciﬁc DNA targets
within the DMR1 core region (fragments b and c) [23] are also
speciﬁcally occupied by Parp1 with its catalytic product (PARs)
and by Dnmt1. These fragments are signiﬁcantly enriched in the
ChIPfractionsifcomparedtotheActbpromotertakenasnegative
control.
The simultaneous presence of Parp1, PARs and Dnmt1 with
Ctcf on DMR1 region was further conﬁrmed by RE-ChIP. A ﬁrst
round ChIP, in which anti-Ctcf Abs were used, was followed
by RE-ChIP with anti-Parp1, anti-PARs or anti-Dnmt1 Abs. The
resultsshowthepresenceofaCtcf–Parp1–PARs–Dnmt1complex
at the Ctcf consensus regions. No signal was detected in the
controls when anti-IgG Abs were used in the second round of
ChIP analysis (Figure 3c).
Depletion of PARs delocalizes the Ctcf–Parp1 complex from Ctcf
target sites
Depletion of PARs was obtained by overexpression of PARG. As
reported previously [14], the semistable overexpression of PARG
in L929 mouse ﬁbroblasts led to a sharp decrease of endogenous
PARs (Figure 4a).
Co-IP carried out following PARG overexpression shows that
the Ctcf–Parp1–Dnmt1 complex is maintained in the nucleus
(Figure 4b). This indicates that PARs are not required for
the complex stability. We then asked if the presence of the
complex at the Ctcf DNA target sites was compromised after
the depletion of PARs. ChIP experiments show that DMR1 b
and c fragments co-purifying with PARs were notably reduced
after PARG overexpression with the associated loss of DNA
binding of both Ctcf and Parp1. By contrast, the overexpression
of PARG did not affect signiﬁcantly the localization of Dnmt1
(Figure 4c).
Depletion of PARs leads to de novo methylation of Ctcf-bound CpGs
We have shown previously that inhibition of PAR synthesis leads
to de novo introduction of methyl groups on to DNA [14,36–
38]. These ﬁndings, and the well-known property of Ctcf to bind
selectively to unmethylated target sites, prompted us to test the
hypothesis that the displacement of Ctcf–Parp1 complex from
theDMR1wasassociatedwithchangesinthemethylationpattern
of its DNA targets in PARs-depleted L929 cells.
We determined by bisulﬁte sequencing the methylation status
of CpGs within the DMR1 regions encompassing the Ctcf
target sequences assayed by ChIP experiments upon PARG
overexpression as shown in Figure 5.
Of great interest was the highly evident increase of methylation
detectable after PARG overexpression. In particular, CpGs
number 4, 5 and 6 underwent signiﬁcant de novo methylation
with CpG 5 and 6 reaching full methylation. Notably, these CpGs
are the ones resident in the regions involved in the binding with
theCtcf-PARylatedParp1–Dnmt1complex,asshownbytheChIP
assays. This suggests that the loss of Ctcf binding upon PARG
overexpression is associated with DNA hypermethylation of Ctcf
target sequences.
The Ctcf-PARylated Parp1–Dnmt1 complex binds to unmethylated
DNA target sequences
Partial methylation of the Ctcf-binding targets within the DMR1
raised the question of whether the complex was preferentially
associated with the unmethylated DNA targets. To address this
issue, a methyl-sensitive ChIP-CHOP assay was performed for
the DMR1 b and c regions. DNA pulled-down with anti-Ctcf,
-Parp1 and -Dnmt1 Abs was digested with the isoschizomer
endonucleasesHpaIIandMspI.Bothenzymesdigestthesequence
CCGG containing CpG number 5 and 6 present in DMR1 b
and c respectively (see Figure 5), but HpaII is blocked by the
methylation of the CpG cytosine. The input DNA was digested
in parallel. The proportion of HpaII-sensitive DNA, present in
the input DNA and in the immunoprecipitated material, was
evaluated by end-point PCR (Figure 6). As expected, MspI
digestion destroyed the entire pool of DMR1 sequences, both in
the input samples and in the fractions of Ctcf, Parp1 and Dnmt1
ChIPs. Under the same conditions, HpaII digestion only partially
digested input DNA, which consists of both the methylated and
unmethylated DNA molecules. By contrast HpaII digestion of
ChIP fractions is undistinguishable from MspI digested DNA.
This indicates that in cells where the PARP activity was not
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Figure3 ChIPanalysisofDMR1occupancybyCtcf,Parp1,PARsandDnmt1
(A)Schematicmapofthelocus.TheDMR1regionisexpandedtoshowtheapproximateposition
of putative Ctcf-binding sites and of PCR primers used to detect the presence of speciﬁc DNA
sequences in ChIP complexes. Circles represent CpG dinuclotides. H, HpaII sites. (B) ChIP
analysis of DMR1 region carried out with anti-Ctcf, anti-Parp1, anti-Dnmt1 and anti-PAR Abs.
Beads alone (No Ab) and anti-IgG Abs were used as negative controls. Real-time PCR data are
expressedaspercentageofthesignaldetectedforthenon-immunoprecipitatedinput(4%ofthe
chromatin subjected to immunoprecipitation) taken as 100%. The Actb promoter served as a
control. (C) Standard ChIP assay for Ctcf was followed by RE-ChIP to assess the co-occupancy
of Ctcf, with Parp1, PARs and Dnmt1 at the Ctcf DNA target sites within the DMR1. Real-time
PCR was performed for the DMR1 b and c fragments. The efﬁciency of RE-ChIP at each of the
sites was calculated as a percentage of the chromatin input that co-puriﬁed with Ctcf in the
ﬁrst ChIP (10% of the Ctcf ChIP fraction). Results are means+ −S.E.M. calculated from three
experiments. *P <0.05 compared with IgG controls (Student’s t test).
inhibited, Ctcf, Parp1 and Dnmt1 are predominantly bound to
DMR1 DNA fragments containing the unmethylated HpaII sites
(Figure 6).
DISCUSSION
Ctcf is a Zn-ﬁnger transcriptional factor involved in several
important biological roles [39], which range from the control
of imprinting to the onset of X chromosome inactivation [40–44].
Genome-widestudieshaveprovidedevidencethatCtcf,forwhich
thousands of binding sites scattered throughout the human and
mousegenomeshavebeenfound[45–47],alsoplaysanimportant
role in the organization of chromatin architecture through
formation of intra-chromosomal loops or inter-chromosomal
bridges [48]. Ctcf uses these long-range interactions to mediate
geneexpression/repression.Ctcfisconsideredaninsulatorprotein
for its ability to bind insulator sequences which, according to the
way they regulate gene expression, are termed enhancer blocking
insulators or barrier insulators [40].
PARP activity has been shown previously to be essential for
mediating both enhancer blocking and barrier functions of Ctcf
[15,29,49]. In particular, Yu et al. [29] showed that the repressed
status of the maternal Igf2 allele was lost in cells treated with 3-
aminobenzamide,a generalinhibitor ofPAR polymerases. Onthe
other hand, it has been shown that Ctcf and Parp1 co-localize in
the vicinity of a DNA boundary region located 2 kbp upstream of
the p16 gene transcriptional start site preventing the spreading of
heterochromatin on to the promoter region. Interestingly, in cells
treatedwith3-aminobenzamide,thepromoterbecomesrepressed.
This indicates that PARP activity drives the boundary activity
of Ctcf at this locus. Furthermore, loss of Ctcf binding and
hypermethylation of p16 promoter CGI are associated in cancer
cellswherep16expressionissilenced[15].Theseresults,together
with the fact that Parp1 localizes on Dnmt1 promoter protecting
its unmethylated state and expression by its activity [14], suggest
a role for PARylation in maintaining some regulatory CpG-rich
sequences in the unmethylated state.
The mechanism(s) by which Ctcf prevents the methylation
of speciﬁc CpG-rich DNA regions is unknown. However,
we demonstrated that Ctcf can bind Parp1 inducing its
automodiﬁcation and that PARylated Parp1, in turn, inhibits
Dnmt1 activity through the polymers [17,18]. This evidence
prompted us to speculate that such a mechanism may underlie
the ability of Ctcf to maintain the proper methylation pattern of
its target binding sites.
At ﬁrst, we searched for physical interaction between Parp1,
PARs, Dnmt1 and Ctcf. Co-IP and pull-down experiments
demonstrate a direct interaction between Ctcf, Dnmt1 and Parp1,
and provide information about the existence in vivo of a complex
between Ctcf-PARylated Parp1 and Dnmt1. Data of co-IP on
parp1
−/− cells together with pull-down assays show that PARs
are not required for the complex formation between the three
proteins and that the interaction between Ctcf and Dnmt1
occurs independently of the presence of Parp1 in the complex.
Nonetheless, PARs, the catalytic product of PARP activity, take
part in the complex as shown by IP with anti-PAR Abs. In the
present paper we show that the 130 kDa Ctcf, co-puriﬁes with
PARs. Although the130 kDa Ctcf was shown to be covalently
modiﬁed by oligo(ADP-ribose) polymers [31], the presence of a
putativeconsensussequencefornon-covalentPARbindingonthe
Ctcfprotein[11]suggestedthatanon-covalentinteractionofCtcf
withPARsmightalsooccur.Bypolymer-blotanalysis,thepresent
study demonstrates, for the ﬁrst time, that Ctcf, besides being a
covalent acceptor of PARs [29,31], can also bind non-covalently
with PARs either free or Parp1-bound.
On the basis of the evidence of Ctcf interaction with Parp1,
PARs and Dnmt1, we determined whether these proteins
and PARs coexist at speciﬁc Ctcf DNA targets. The results of
the present study that DMR1, located upstream the Igf2 promoter
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Figure 4 Analysis of Ctcf–Parp1–Dnmt1 interactions and DMR1 region occupancy following PARG overexpression
(A) Western blot analysis of nuclear lysates from L929 cells overexpressing PARG after 24 and 72h of puromycin selection. Analyses were performed by anti-PARs, anti-Myc Abs for exogenous
PARG and anti-Sp1 Ab as a control. (B) Immunoprecipitation of Ctcf in nuclear lysates from L929 cells overexpressing PARG 48 h after transfection. (C) ChIP analysis was carried out with anti-Ctcf,
anti-Parp1, anti-Dnmt1 and anti-PAR Abs in L929 cells overexpressing PARG compared with controls after 72h of puromycin selection. Real-time PCR data are expressed as the percentage of the
signaldetectedforthenon-immunoprecipitatedinput(4%ofthechromatinsubjectedtoimmunoprecipitation)takenas100%.Resultsaremeans+ −S.E.M.forthreeexperiments.TheActb promoter
was used as negative control. *P <0.05 compared with controls (Student’s t test). Vector, L929 cells transfected with pCS2 empty vector; PARG, cells transfected with pCS2–Myc–PARG vector
containing full-length cDNA for human PARG.
1, required binding to Ctcf to maintain its methylation pattern
[23]. ChIP and RE-ChIP analyses of DMR1 sequence support the
proposition of co-occupancy by Ctcf, Parp1, PARs and Dnmt1.
These ﬁndings are consistent with previous reports showing co-
localization of Ctcf with Parp1 at the H19 DMR [31] and p16
promoter [15], and colocalization of Ctcf with both Parp1 and
Dnmt1 at the p53 promoter [50]. Ectopic PARG overexpression
in L929 cells allowed us to demonstrate that the Ctcf–Parp1
complex is released from Ctcf target sites in cells depleted of
PARs. In addition, the evidence that protein–protein interactions
between Ctcf, Parp1 and Dnmt1 are maintained in the nucleus
of cells depleted of PARs indicates that PARs are not required
for the complex stabilization, whereas they are necessary for the
localization of the complex at Ctcf target sites. All this suggests
that what is regulated by PARP activity is the ability of Ctcf to
bind its DNA target sites.
Since it is well known that the ability of Ctcf to bind its target
sites is methylation sensitive and that the inhibition of PARP
activityleadstoCpGmethylation,asafollow-upstepweanalysed
the DMR1 methylation pattern in PAR depleted and control L929
cells. It is noteworthy that the hypermethylation detected follow-
ing PAR depletion in DMR1 occurs only on those Ctcf consensus
regions on which the Ctcf–Parp1–PARs and Dnmt1 complex is
located.Bycontrast,themethylationlevelofotherCpGs,residing
in DNA regions refractory to Ctcf binding in ChIP assays (i.e.
those contained in fragment a of DMR1), remains unchanged.
Preferential occupancy by Dnmt1 within Ctcf-positive target
sites supports the intriguing hypothesis of an instructive de novo
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Figure 5 Analysis of DNA methylation of DMR1 following PARG
overexpression
The methylation status of the DMR1 core region was evaluated by bisulﬁte sequencing in L929
cells overexpressing PARG compared with control cells after 72h of puromycin selection.
Results are the mean frequency of methylation+ −S.E.M. found for each CpG from three
independentPARGoverexpressionexperiments.Vector,L929cellstransfectedwithpCS2empty
vector; PARG, cells transfected with pCS2–Myc–PARG vector containing full-length cDNA for
humanPARG.Theopenboxinthemaprepresentstheapproximateextentofthesequencedregion
(H, HpaII sites). Grey boxes indicate the position of fragments assayed in ChIP experiments.
Figure 6 Ctcf, Parp1, and Dnmt1 bind to non-methylated DNA molecules
within the DMR1
Ctcf, Parp1, and Dnmt1 ChIPs were performed for the DMR1 b and c fragments. End-point PCR
wasperformedafterdigestionofChIPfractionsDNAandinputswitheitherHpaII(H,methylation
sensitive) or MspI (M, methylation insensitive) following heat inactivation of the restriction
enzymes. The input (4% of the chromatin subjected to immunoprecipitation) was diluted 1/100
or 1/200 before restriction. The uncut (U) fractions consisted in HpaII digestions preventively
blocked by heat inactivation. W, PCR performed in the absence of added template.
methylation that may occur when PAR synthesis is antagonized
and affect the association of Ctcf with its target sequences; the
consequence of such events is the destabilization of the complex
in Ctcf target regions. The evidence that DMR1 CpG 5 is one
of the target sites responsible for the binding of methyl-sensitive
Ctcf[23],givesanintriguingrationaletothelossofbindingofthe
complex that we detected in these regions upon overexpression
of PARG. This possibility is strengthened by the ﬁnding that the
binding of Ctcf, Parp1, Dnmt1 and PARs within the DMR1 is
selective towards the DNA molecules containing unmethylated
CpGs, as indicated by ChIP-CHOP assays.
Globally, our results support a model envisaged in previous
reports[11]whichproposedamechanismofepigeneticcontrolof
Ctcf boundary function based on PARylation. In this model, Ctcf
harbouring PARP activity at its DNA target sites prevents de novo
methylation of CpG dinucleotides by inhibiting Dnmt1 activity.
Thus defective PARP activity would cause hypermethylation of
Ctcf DNA targets through de-repression of Dnmt1.
A future aim is be to establish if PARylated Parp1, by itself
and/or following PARylation of Ctcf and/or other transcription
factors, may introduce an epigenetic code on chromatin, by
marking those DNA sequences that must be maintained in an
unmethylated state in normal cells and preventing Dnmt1 access
to these sequences.
Consistent with this, new interesting and emerging additional
ﬁndings are: (i) the identiﬁcation of Dnmt1 among the protein
partners of Ctcf; (ii) the non-covalent binding between PARs and
Ctcf; (iii) the presence of Ctcf–Parp1–Dnmt1 complex, whose
stability is independent of PARP activity in the nucleus. The
complexity of the scenario where the players are Ctcf, Parp1 and
Dnmt1 goes in parallel with the complexity of Ctcf, which is
deﬁned as multifunctional for the polyhedric roles in which it is
involved and for which thousands of target sites are present in the
genome [45–47].
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ADP-ribose polymers localized on Ctcf–Parp1–Dnmt1 complex prevent
methylation of Ctcf target sites
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Materials and Methods
ChIP and RE-ChIP
The following primers were used for the ampliﬁcation in ChIP
and RE-ChIP assays: DMR1a, sense 5
 -TGGCTCTTCAATG-
GACACCTT -3
  and antisense 5
 -TCTCTGGAGAAGCCGCT-
GA -3
 ; DMR1b, sense 5
 -TCCAGAATCGGGACTCTGTT -3
 
and antisense 5
 -CCTCTGCTAAGGGTCTCCTTT-3
 ;D M R 1 c ,
sense 5
 -TGGAATGAGGAACATCACCA-3
  and antisense 5
 -
TCTATCCCTGGCTTTTCTGG-3
 ;a n dActb,s e n s e5
 -TTGGC-
TCCGCGTCGCTCACTCAC-3
  and antisense 5
 -CCCCAGA-
ATGCAGGCCTAGTAACCGAGAC-3
 .
Genomic bisulﬁte sequencing
The following primers and annealing temperatures were used
for the ampliﬁcations in the genomic bisulﬁte sequencing
experiments: DMR1, ﬁrst sense 5
 -GGTTAGGTGAAGGTTTT-
GTGGGTAGTTATA-3
  (annealing temperature=50◦C) and
antisense 5
 - ATATTCCCCTTTCAAATTCCAATCTACATC-
3
 ; and DMR1, second sense 5
 -GGTGGTTTTTTAATGGATAT-
TTTAAGGTGA-3
  and antisense 5
 -CCAACCTCTATCCC-
TAACTTTTCTAACCTC-3
  (annealing temperature=52◦C).
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Figure S1 Analysis of Ctcf interaction with PARs
PAR-binding assays performed on different amounts of recombinant Ctcf protein. Blots were
incubated with either in vitro PARylated Parp1 (pParp1) (a)o rf r e ep o l y m e r s( b). Non-covalent
association between PARs and proteins was detected by anti-PAR Abs. Equimolar amounts of
recombinant H2B and DNaseI were also assayed as positive and negative controls respectively.
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